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Supplementary Figure 1.

A: Representative fluorescent images of FLAG (red) and GFP (green) staining of SH-
CDKL5-KO1 cells infected with CDKL5-FLAG (adCDKL5) or GFP (adGFP) adenovirus
particles. Nuclei were counterstained with Hoechst. The images are composed panels.
Scale bar = 20um. B: Western blot analysis of CDKL5 expression in parental (SH) and SH-
CDKL5-KO1 cells infected with ad-GFP and SH-CDKL5-KO1 cells infected with adCDKL5.
Endogenous CDKL5 and exogenous CDKL5-FLAG levels were normalized to GAPDH levels
(quantification on the right). Data are given as percentages of parental cells infected
with adGFP. Values represent mean + SEM of 4 independent experiments; **p<0.001
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Supplementary Figure 2.

Evaluation of cell death in parental (SH) and in SH-CDKL5 KO1 cells. Cells were stained
with propidium iodide followed by flow cytometry analysis. Histograms plot the
fluorescence intensity of ECD-A (ex =488 nm/em =610 nm; horizontal axis) against the
number of events detected (vertical axis). Percentage of apoptotic cells is indicated.
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Supplementary Figure 3.

A: Representative fluorescent images of Cleaved caspase-3 (red) staining of parental (SH) and SH-
CDKL5-KO1 cultures treated with 200 pUM H202 for 24 h. Nuclei were counterstained with Hoechst.
Scale bar = 20um. B: Representative fluorescent images of PARP-1 (red) staining of parental (SH) and
SH-CDKL5-KO1 cultures treated as in A. Cell nuclei were stained using Hoechst dye. Scale bar = 10 pm.
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Supplementary Figure 4.
A: Western blot analysis of yH2AX and RADS50 levels normalized to GAPDH levels in

protein extracts from undifferentiated (SH and KO1) and RA-differentiated (SH + RA and
KO1 + RA) cells. B: Examples of immunoblots of samples as in A.
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Supplementary Figure 5.

A: Representative fluorescent images of PARP-1 (red) staining of hippocampal neurons
from wild-type (+/Y) and Cdkl5 -/Y mice. Nuclei were counterstained with Hoechst.
Scale bar = 5 um. B: Representative fluorescent images of FLAG (red) staining of
hippocampal neurons from Cdkl5 -/Y mice infected with CDKL5-FLAG (adCDKLS5)
adenovirus particles. The image is a composed panel of hippocampal neurons infected
with adCDKLS5. Cell nuclei were stained using Hoechst dye. Scale bar = 15 um





